
09/6015 

PCT/EP99/00664 



J: 



09/601534 



WO 99/40220 



TK-Luc^- 



(AGCCAGACA)9 
TK-Luc 

(AGACAGACA)9 
TK-Luc 

(AGCTACATA)9 
TK-Luc 



arbitrary luciferase activity 




■ 


□ 


4- 


1 


H 


H 


o 


O 






-C3 





PCT/EP99/00664 



QTQ 



fold induction by TGF^ 



MLP-Luc 
(CAGA)9MLP-Luc 
(CAGA)i2MLP-Luc 
3TP-LUX 




arbitraiy luciferase activity 



(CAGA)i2MLP-Luc 



3TP-LUX 




Q O 



CO 1 



WO 99/40220 



09/60153 



PCT/EP99/00664 



^ On 



0\ 



oo 



o 



p p <N 



o 

ry 
w 

o 
o 



JO 



[ 



3 
o 

1 

a. 



•1 



b b Li 



E 



< e; 



E [ 



^ CS r*^ 

X3 ^ 

<1 < < 



i 



X 



X 



U U 



e; 



— 

X 



X 



e; e 



to 



























+ 


-4- 


+ 


+ 


















< 


< 


< 


< 



3d 



09/601534 



WO 99/40220 



PCT/EP99/00664 



+ Alk2 



+ Alk3 



+ Alk4 



arbitrary luciferase activity 



o 
_i 



> 



+ Alk5 



+ Alk6 



o 
o 

_t 



o 
-J 



o 
o 



o 



QTQ 
C 




o 

CD 




£0 



> 



•to 



fold induction by TGF^ 



O 

■■I I 



o 
o 



o 



to 

o 
o 



p 

o 



wo 99/40220 



0 09/601534 

PCT/EP99/00664 




wo 99/40220 



09/601534 



PCT/EP99/00664 



15 



Figure 5 



3 



5 



eg- 

o 



competitor — — _ 4. + + 



^ <1 cn 



CI. 



o 



to 

CO 



O 



I 

St 
O 



52 



TGFP - - + + + + + + 

1 2 3 4 5 6 7 8 9 10'' 



m4 *^ ¥^ 



o 
o 

o 



TGFp-induced 
complexes 



L>4 U:::j ^ ^ ^'^4 fe^ 



mi t:d i:U 




^ #.09/601534 



WO 99/40220 



PCT/EP99/00664 




supershift 



wo 99/40220 



09/601534 



PCT/EP99/00664 



Figure 5 



2 

1 
« 

o 

.s 

O 
H 



CO 

O 



o < 

C3 CO 

<iO CO 

O O 



X 

B 
O 



ac 
< 

ed 

E 



1 2 3 4 5 6 7 











































1 












5 






+ 




















< 


< 


<J 










•a 






a 


CO 


E 


S 


E 




CO 








H 


CO 


CO 


CO 


o 


O 


a 


8 


9 


10 



eg 
O 

:s 



wo 99/40220 



f 



\ 



09/601534 



PCT/EP99/00664 



Figure 5 



D 



o 
2 

X 



•a 

O 
S3 

.s 

I 

CQ. 



T3 

s 



I 



CO 00 



O oo CO 
H O O 



H 

00 

O 



S 

oo 

oo 
O 



2 3 4 5 




CM 

I" 

o 




1 w 




1 ^ / i u 



wo 99/40220 



09/601534 



PCT/EP99/00664 



I1J 

iy 



s 






:x; 


CO 


CO 


oc 


rz 






a 


Q 








IS 


ct:; 


PC 


IS 


IS 




l-q 


a: 


a: 


o 


o 


>H 


>H 


M 




> 


> 






Pui 










o 






a: 


a: 






CO 


CO 


> 


> 


O 


o 








PC 


a 




Q 


Q 






cn 


CO 


CC 








O 








CO 




rx. 




CO 
























Q 








O 




Q 




1 — 1 








CL, 








CO 












:s 












CO 




O 




Eh 




CO 





CM CU I 
M M 





^ rH 



CO CO 



o o; 

Ci] Cx3; 



CD Oi 

o CD; 



OC QC'i 

> >; 

o:^ ex;! 

Ci3 ^\ 



CO col 
Q Q 



CO co: 
On cut 
o ol 
CO co; 



> > 

CO CO 
O U 



> 



Cij Dm 
ID 

cy o 

> > 

CO CO 

CM O 

<: <; 

II 

CJ w 

o o 

S IS 
Dui Dm 

be: 
o u 

O CD 

CU CU 

CU P^ 

hH M 

o u 

> > 



CNJ 



CU cu \ 

IS IS 
o CD 

cx: PC 

o Ol 

IS Si 

O O: 
IS s 

CU CU 
CO CO 

o o 
> > 

Du Ci^ 

M M 

< rfl 

CO CO 

Q Q 

CO CO 



CM 


CO 


T5 


TJ 


03 








CO 


CO 


CO 


CO : 


CO 


CO j 


CO 


CO 1 


o 


o : 
^* 


CO 


CO 1 


Cu 


CU 1 


CO 


CO 1 


CD 


CD ; 






o 


ol 




! 






> 


>; 






Q 






•-^ 


IS 


isl 




O! 




h-^ • 




Ol ; 


CD 


CD ; 




^\ 




1^1 




1 






Dq 


DO i 




1 


IS 


IS ; 


u 


O I 


CU 


CU \ 




E-" ! 


CO 


CO ; 


E-« 


; 


> 


> ; 


Eh 


H 1 


O 


O! 


ct: 




PC 


PC 1 




; 




DJ ; 




< 


CD 


O 1 


IS 


IS ! 


CD 


O I 


1-H 




CM 


CO 




cn 



/3 



09/601534 



WO 99/40220 



PCT/EP99/00664 



orq* 



Fold activation 



pcDNAS.l 
Smad2 
SmadS 

Smad2 AGAG ATID 
Smad2 AGAG 
Smad2 ATID 
SmadS -t-GAG +TID 
SmadS -f GAG 
SmadS +TID 




-n . — - * 



3> 1 



09/6015 



WO 99/40220 



PCT/EP99/00664 



o <^ 



3 
O 

c 

CO 

CO 



5i3 

a- 



3 3 



crq 
c 
t 
ft 



I vector 



I 

I |^Smad2 

I ^ i Smad2 AGAG ATID 




Smad2 ATID 
Smad3 



I l|^Smad3 +GAG 4-TID 
I ^1 Smad3+GAG 



Smad3 +TID 



o 

X 

o 

o 
c 

GO 

on 
3 

1 

5* 

C/3 



wo 99/40220 



09/601534 



PCT/EP99/00664 




•2- 8 

o 



vector 
Smad2 
Smad3 

Smad2 AGAG ATID 
Smad2 AGAG 
Smad2 ATID 
Smad3 +GAG +TID 
SmadS +GAG 
Smad3 +TID 



I 

ON 

D 



o 



3 



I 



I 
i 
I 



oo 



I 

OS 

ON 

a 



Si P 



wo 99/40220 



09/601534 



PCT/EP99/00664 



otq' 




3 "a 
<T Hi; 

o 



vector 

Smad2 AGAG ATID 
Smad2 ATID 
Smad3 

Smad3 +GAG 



.1 . 



7-\ i 




\ 



0 



